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Background. Knowledge of risk factors for symptomatic human coronavirus (HCoV) infections in children in community set- 
tings is limited. We estimated the disease burden and impact of birth-related, maternal, household, and seasonal factors on HCoV 
infections among children from birth to 6 months old in rural Nepal. 

Methods. Prospective, active, weekly surveillance for acute respiratory infections (ARIs) was conducted in infants over a period 
of 3 years during 2 consecutive, population-based randomized trials of maternal influenza immunization. Midnasal swabs were col- 
lected for acute respiratory symptoms and tested for HCoV and other viruses by reverse-transcription polymerase chain reaction. 
Association between HCoV incidence and potential risk factors was modeled using Poisson regression. 

Results. Overall, 282 of 3505 (8%) infants experienced an HCoV ARI within the first 6 months of life. HCoV incidence overall 
was 255.6 (95% confidence interval [CI], 227.3-286.5) per 1000 person-years, and was more than twice as high among nonneonates 
than among neonates (incidence rate ratio [IRR], 2.53; 95% CI, 1.52-4.21). HCoV ARI incidence was also positively associated 
with the number of children <5 years of age per room in a household (IRR, 1.13; 95% CI, 1.01-1.28). Of the 296 HCoV infections 
detected, 46% were coinfections with other respiratory viruses. While HCoVs were detected throughout the study period, seasonal 
variation was also observed, with incidence peaking in 2 winters (December-—February) and 1 autumn (September-November). 

Conclusions. HCoV is associated with a substantial proportion of illnesses among young infants in rural Nepal. There is an 
increased risk of HCoV infection beyond the first month of life. 


Keywords. acute respiratory infection; infants; coronavirus; respiratory virus; epidemiology. 





Acute respiratory infections (ARIs) contribute significantly to 
pediatric mortality and morbidity worldwide [1], resulting in 
3.1 million deaths annually [2]. Pneumonia, a severe manifesta- 
tion of ARI, is the single largest cause of death in children world- 
wide, accounting for 16% of all deaths among children <5 years 
of age [3]. Viruses are the leading cause of ARIs, accounting 
for up to 80% of all cases [4, 5]. Increased use of polymerase 
chain reaction (PCR) over the past decade has led to a greater 
detection of previously underrecognized viruses such as human 
coronaviruses (HCoVs). HCoVs have been detected worldwide 
from persons of all ages [6]. HCoVs are commonly associated 
with upper respiratory tract infections, cause up to one-third of 
all common colds [7, 8], and can also cause severe lower respi- 
ratory tract infections, including pneumonia, in susceptible 
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individuals [9-11]. There are 4 genera: alpha, beta, gamma, 
and delta coronaviruses. In the genus Alphacoronavirus, there 
are several species including HCoV-229E and HCoV-NL63. 
In the genus Betacoronavirus, species include HCoV-HKU1, 
HCoV-OC43, Middle East respiratory syndrome (MERS) coro- 
navirus, and severe acute respiratory syndrome (SARS) coro- 
navirus. HCoV-229E and HCoV-OC43 were first identified in 
the mid-1960s, with HCoV-NL63 and HCoV-HKU1 reported 
in 2004 and 2005, respectively. The 4 non-SARS/MERS species 
circulate widely in humans, whereas SARS-CoV and MERS- 
CoV are thought to spread in animal reservoirs, occasionally 
spilling over to human populations [6]. The SARS outbreak of 
2002-2003 was caused by SARS-CoV, a novel coronavirus. This 
worldwide outbreak brought attention to this family of viruses; 
the discovery of HCoV-NL63 and HCoV-HKU1 followed 
shortly thereafter. The subsequent outbreak of MERS-CoV 
beginning in 2012 led to a renewed interest in HCoVs and their 
potential severity. Despite the growing interest and molecular 
characterization of these viruses, important gaps in knowledge 
about HCoVs remain. Limited data exist about the epidemiol- 
ogy of HCoVs in young infants and in persons of all ages in 
community settings, as well as the relative clinical importance 
of the 4 human HCoV species. 
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Here we examined disease burden and risk factors for HCoV- 
associated ARIs among children from birth to 6 months of age 
using a prospective, active home-based surveillance assessing 
the impact of maternal influenza vaccine on respiratory ill- 
nesses in rural Nepal [12]. 


METHODS 


We conducted a secondary analysis of data from 2 communi- 
ty-based, placebo-controlled, randomized trials of maternal 
influenza immunization, conducted in rural Sarlahi district, 
Nepal, from April 2011 to May 2014 [12]. Overall, 3693 preg- 
nant women were enrolled in their second or third trimester and 
followed with weekly home-based visits from the time of vacci- 
nation to 6 months postpartum. Maternal and infant morbidity 
was assessed for the 7 days prior to each weekly household visit, 
and a midnasal sample was collected if an infant had any of the 
following criteria defining an ARI episode: fever, cough, difficult 
or rapid breathing, wheeze, or a draining ear [13]. Swabs were 
collected and placed in temperature-stable Primestore transport 
medium (Longhorn Diagnostics, Austin, Texas), and stored for 
up to a week at room temperature [12]. The tubes were then trans- 
ported to the local laboratory, aliquoted into cryovials, and later 
shipped at room temperature to the University of Washington 
Molecular Diagnostics Laboratory in Seattle, where the samples 
were stored at -80°C. For HCoV detection, nucleic acids were 
extracted and tested using real-time reverse-transcription PCR 
(RT-PCR) with previously described methods [13, 14]. An HCoV 
ARI was defined as the presence of respiratory symptoms for a 
minimum duration of 1 day plus a midnasal swab positive for 
HCoV by RT-PCR. A single ARI episode was defined as an illness 
episode followed by 7 symptom-free days. The incidence of ARI 
episodes was calculated by dividing the number of cases by days 
at risk from birth to the end of study or loss to follow-up, and are 
reported per 1000 person-years (PY) of observation. Days with 
symptoms and the subsequent 7 symptom-free days (an ARI epi- 
sode) were excluded from days at risk. A single swab from each 
episode was considered for the analysis. Therefore, the number of 
swabs was equal to the number of episodes. 

Gestational age was estimated by calculating the difference 
between the date of birth and the last menstrual period (LMP). 
Date of LMP was obtained by visiting women of childbear- 
ing age every 5 weeks and asking for the date of LMP [12, 15]. 
Infant weights were measured as soon as possible after birth 
by trained study team members using a scale accurate to 10 g 
(Tanita BD-585). The weight was considered to be a birth weight 
if taken within 72 hours of birth. Low birthweight (LBW) was 
defined as <2500 g. Preterm birth was defined as birth before 37 
completed weeks of gestation. Small for gestational age (SGA) 
was defined as birth weight <10th percentile for gestational 
age using the Intergrowth reference population [16]. A 4-cat- 
egory composite score was created using the preterm and SGA 


variables. For instance, children who were born at term and 
were appropriate for gestational age (AGA) were categorized as 
AGA term, and those who were born preterm and were SGA 
were categorized as SGA preterm. Breastfeeding initiation time 
was divided into within the first day (day 0) and beyond the 
first day of life. A neonate was defined as a child <28 days of age. 
Maternal smoking was defined as whether the mother smoked 
cigarettes or bidis (local hand-rolled cigarette) in the 30 days 
prior to enrolling in the trial. Households were defined as per- 
sons sharing a cookstove and household density was defined 
as the number of persons per household and number of chil- 
dren aged <5 years per room. A composite socioeconomic 
score estimating wealth of a household was created using mul- 
tiple socioeconomic variables and those indicating household 
wealth measured by ownership of land, animals, and household 
items. A binary score was created for each item and summed 
to produce a score. Wealth quartiles were then created based 
on this score [17]. A composite indoor pollution score estimat- 
ing pollution from indoor cookstoves was also created. Seasons 
were categorized as summer-monsoon (June-August), autumn 
(September-November), winter (December-February), and 
spring (March-May). Poisson regression was used to examine 
the association between birth-related, maternal, household, and 
external characteristics and HCoV respiratory illness in infants, 
using PY at risk of infection as the exposure. Mixed-effects 
modeling was used to account for correlated data of repeated 
episodes per child. Bivariate regression was performed first 
for each of the risk factors. Factors from the bivariate analysis 
were then included in the multivariate regression. Two different 
regressions were run, 1 where HCoV cases were compared to 
anyone without HCoV (non-HCoV ARI and those without ARI 
who may or may not have tested positive for HCoV if they had 
been tested) (model 1) and a second regression where HCoV 
cases were compared to all non-HCoV cases of ARI (ARI cases 
who tested negative for HCoV) (model 2). Logistic regression 
was used to examine any association between HCoV and other 
respiratory viruses as coinfections. All analyses were done with 
Stata 13.0 software (Stata Corp LP, College Station, Texas). 


RESULTS 


A total of 3693 pregnant women were enrolled in the study from 
April 2011 to April 2013. Altogether, 3505 of the 3646 live-born 
infants were followed up for 1157.9 PY. A total of 4223 ARI 
episodes were detected in these infants, of which HCoV was 
detected in 296 swabs from 282 (8%) infants. These 296 HCoV- 
positive swabs included 103 swabs positive for HCoV-OC43, 
78 positive for HCoV-HKU1, 70 for HCoV-NL63, and 19 for 
HCoV-229E. Species could not be determined for 26 HCoV- 
positive swabs. Fourteen repeat HCoV infections were also 
observed. Among these, 2 infants had 3 HCoV infections each 
in the course of the study. Median follow-up time overall was 
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175 days (interquartile range, 167-179 days) for an infant, and 
53% of infants were followed through 180 days. Characteristics 
of the infants by HCoV and ARI status are shown in Tables 1 and 
2. Overall HCoV incidence among infants was 255.6 (95% confi- 
dence interval [CI], 227.3-286.5) per 1000 PY. The incidence per 
1000 PY of the HCoV species was as follows: HCoV-NL63: 59.6 
(95% CI, 46.4-75.4), HCoV-OC43: 87.2 (95% CI, 71.1-106.0), 
HCoV-HKU1: 65.6 (95% CI, 51.7-82.2), and HCoV-229E: 16.4 
(95% CI, 9.9-25.6). Seasonal variation of HCoV infections was 
observed, with the overall incidence peaking in 2 winters and 


1 autumn. The highest incidence was observed in the autumn 
of 2011 at around 750 per 1000 PY (Supplementary Figure 1). 
Seasonality also varied among the HCoV species. HCoV-NL63 
circulated every year of the study period and peaked around 
the autumn months. In contrast, HCoV-OC43 circulated in 
2012 and 2013, and peaked around spring and late winter, 
respectively. Additionally, HCoV-HKUI1 showed peak activity 
during winter of 2012, whereas HCoV-229E mainly occurred in 
early and late 2012 (Figure 1). Cough, fever, and wheeze were 
the most common clinical symptoms (Table 3). No differences 





Table 1. Categorical Characteristics by Human Coronovirus and Acute Respiratory Infection Status of Infants Aged 0-6 Months 





HCoV ARI Cases (n = 296), No. (%); PY?; 


Characteristic 


Incidence/1000 PY (95% Cl) 


Non-HCoV ARI Cases (n = 3927), No. (%); 
PY®; Incidence/1000 PY (95% Cl) 


Infants Without ARIs 
(N = 1389), No. (%) 

















Infant age 
eonates 21 (71%); 177.5; 118.3 (73.2-180.9) 
Nonneonates 275 (92.9%); 980.4; 280.5 (248.3-315.7) 
Sex 
Male 164 (55.4%); 605.9; 270.7 (230.8-315.4) 
Female 132 (44.6%); 552.8; 238.8 (199.8-283.2) 
Preterm 
Term 261 (88.2%); 1018.3; 256.3 (226.2-289.4) 
Preterm 35 (11.8%); 140.4; 249.2 (173.6-346.6) 
Birth weight 
ormal 190 (64.2%); 733.4; 259.1 (223.5-298.7) 
LBW 55 (18.6%); 229.2; 239.9 (180.7-312.3) 
Breastfeeding initiation time 
<1 d 242 (81.8%); 936.5; 258.4 (226.9-293.1) 
>1d 52 (17.6%); 216.7; 240.0 (179.2-314.7) 
Primiparity 
Nonprimiparous 182 (61.5%); 708.6; 256.8 (220.9-2970) 
Primiparous 113 (38.2%): 448.4; 252.0 (2077-303.0) 
aternal smoking 
onsmoker 286 (96.6%); 1121.1; 255.1 (226.4—286.4) 
Smoker 9 (3.0%); 35.8; 251.0 (114.8-476.6) 
aternal literacy 
Literate 158 (53.4%); 671.2; 235.4 (200.1-275.1) 
ot literate 138 (46.6%); 4875; 283.1 (237.8-334.4) 
Household ethnicity 
Pahadi 152 (51.4%); 644.4; 235.9 (199.9-276.5) 
Madeshi 133 (44.9%); 471.2; 282.3 (236.3-334.5) 
Wealth quartile 
<25th quartile 107 (36.1%); 320.3; 334.0 (273.8-403.7) 
50th quartile 86 (29.1%); 357.4; 240.6 (192.5-297.2) 
75th quartile 65 (22.0%); 311.6; 208.6 (161.0-265.9) 
>75th quartile 27 (9.1%); 126.7; 213.0 (140.4-310.0) 
Monsoon birth 
Other season birth 218 (73.6%); 800.6; 272.3 (237.3-310.9) 
Monsoon birth 78 (26.4%); 358.1; 217.8 (172.2-271.9) 
Infection season 
SummerMonsoon 34 (11.5%); 247.0; 137.6 (95.3-192.3) 
(June—Aug) 
Autumn (Sept-Nov) 87 (29.4%); 310.0; 280.7 (224.8-346.2) 





Winter (Dec—Feb) 
Spring (Mar—May) 


117 (39.5%); 338.0; 346.1 (286.3-414.8) 
58 (19.6%); 263.7; 220.0 (1670-284.4) 


530 (13.5%); 177.4; 2987.0 (2738.0-3252.4) 
3397 (86.5%); 979.6; 3467.7 (3352.1-3586.3) 


189 (13.6%) 
1200 (86.4%) 


2237 (570%); 605.4; 3694.8 (3543.3-3851.2) 
1690 (43.0%); 552.5; 3059.1 (2915.0-3208.5) 


694 (50.0%) 
695 (50.0%) 


3421 (871%); 1017.5; 3362.0 (3250.3-3476.6) 
506 (12.9%); 140.4; 3605.2 (3297.9-3933.5) 


1218 (877%) 
171 (12.3%) 


2555 (65.1%); 732.8; 3486.4 (3352.5-3624.3) 
804 (20.5%); 229.1; 3509.6 (3271.2-3760.8) 


764 (55.0%) 
258 (18.6%) 


3146 (80.1%); 935.9; 3361.6 (3245.1-3481.1) 1045 (102.3%) 


754 (19.2%); 216.6; 3481.7 (32376-3739.4) 341 (33.4%) 
2457 (62.6%); 708.1; 3469.7 (3333.8-3609.6) 745 (53.7%) 
1457 (37.1%); 448.1; 3251.9 (3087.0-3423.2) 643 (46.3%) 


3762 (95.8%); 1120.4; 33578 (3251.4-3466.9) 1356 (978%) 


152 (3.9%); 35.8; 4242.8 (3595.2-4973.5) 32 (2.3%) 
2093 (53.3%); 670.8; 3120.2 (2988.0-3256.8) 863 (62.2%) 
1834 (46.7%); 487.1; 3765.1 (3594.7-3941.4) 526 (37.9%) 
2112 (53.8%); 644.0; 3279.6 (3141.2-3422.5) 767 (55.2%) 
1672 (42.6%); 470.8; 3551.2 (3383.0-3725.6) 570 (41.0%) 
1256 (32.0%); 320.0; 3924.7 (3710.7-4148.0) 331 (23.8%) 
1263 (32.2%); 357.1; 3536.4 (3344.0-3736.9) 419 (30.2%) 

915 (23.3%); 311.4; 2938.4 (2751.1-3135.1) 402 (28.9%) 

350 (8.9%); 126.7; 2763.2 (2481.2-3068.4) 187 (13.5%) 
2605 (66.3%); 800.1; 3256.0 (3132.2-3383.5) 979 (70.5%) 
1322 (33.7%); 3578; 3694.4 (34979-3899.0) 410 (29.5%) 


783 (19.9%); 246.9; 3170.8 (2952.6-3400.9) 


1290 (32.8%); 309.7; 4164.9 (3940.7-4398.5) 
1019 (25.9%); 337.7; 3017.4 (2835.0-3208.6) 
835 (21.3%); 263.5; 3168.7 (2957.4-3391.1) 





Abbreviations: ARI, acute respiratory infection; Cl, confidence interval; HCoV, human coronavirus; LBW, low birth weight; PY, person-years. 


®PY at risk. 
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Table 2. Continuous Characteristics by Human Coronavirus and Acute Respiratory Infection Status of Infants Aged 0-6 Months 





HCoV ARI Cases 


Non-HCoV ARI Cases Infants Without ARIs 





Characteristic (n = 296) (n = 3927) (n = 1389) 
Gestational age, wk, mean (SD) 39.7 (2:5) 39.3 (2.6) 39.4 (2.5) 
Birthweight, g, mean (SD) 2813.2 (642.1) 2796.8 (542.0) 2782.6 (452.8) 
Maternal age at enrollment, y, mean (SD) 23.3 (4.8) 23.2 (4.9) 22.9 (4.5) 
Indoor air pollution score, mean (SD) 25.7 (10.4) 26.0 (10.3) 24.9 (9.9) 
Children <5 y of age per room, mean (IQR) 0.8 (0.2-1) 0.8 (0-1) 0.6 (0-1) 
Persons per household, mean (IQR) 9.3 (6-11) 9.3 (6-12) 8.9 (6-11) 


Abbreviations: ARI, acute respiratory infection; HCoV, human coronavirus; IQR, interquartile range; SD, standard deviation. 





in clinical symptoms were noted among species, although 
HCoV-NL63 had slightly more symptoms than the other 3 spe- 
cies. Bivariate regression analysis showed the incidence among 
infants outside the neonatal period was more than double that 
of neonates (incidence rate ratio [IRR], 2.38; 95% CI, 1.53-3.71; 
(Tables 4 and 5 and Supplementary Figure 2). Crowding in a 
household (number of children <5 years of age per room) was 
also associated with an increased risk of HCoV infection (IRR, 
1.13; 95% CI, 1.01-1.28). In addition, poorer households were 
seen to be at increased risk compared to wealthier households. 
An increased risk was observed among infants who were SGA 
and preterm compared to those who were AGA and at term, 
but this was not statistically significant. Being born in the mon- 
soon season or infected between June and August lowered the 
risk of HCoV compared to other times of the year. No associa- 
tion was seen between HCoV incidence and LBW, maternal age, 
literacy, smoking status, caste, and the indoor pollution score. 
In a multivariate model comparing HCoV-positive cases with 
HCoV-negative individuals (model 1), the risk factors that were 
significant included infant age, the number of children <5 years 
of age per room, and birth outside the summer-monsoon sea- 
son (Table 3). In the model comparing HCoV positive cases 
with other ARI cases that were HCoV negative, the factors that 
were significant were infant age and monsoon season birth. As 
season of birth and season of infection were highly correlated, 
season of birth was selected for inclusion in the multivariate 


models. Coinfections with at least 1 other respiratory virus in 
the swab was seen in 137 of 296 HCoV infections (46%). Among 
these 137 HCoV coinfections, 125 (91.2%) were in nonneo- 
nates. The most frequent respiratory viruses found with HCoV 
coinfections were human rhinoviruses (HRVs), bocavirus, 
and respiratory syncytial virus (RSV) with 80, 12, and 8 cases, 
respectively. Supplementary Table 1 shows results of bivariate 
and multivariate Poisson regressions to examine the associa- 
tion of respiratory viruses with HCoV. With the exception of 
bocavirus, we see a negative association between HCoV and 
other respiratory viruses, with the rates of HCoV being lower 
when these other viruses were present. The negative association 
was significant for RSV, HRV, and influenza viruses in bivari- 
ate analysis and remained significant after adjusting for other 
viruses in the sample and the season of infection. Altogether, 
31 of the 282 (11%) infants with HCoV ARIs received medical 
care. Of these, 2 infants sought care from a primary health cen- 
ter, MBBS (Bachelor of Medicine, Bachelor of Surgery) doctor, 
or a hospital. No deaths were reported among the HCoV cases. 
In comparison, 424 of 2030 (20.9%) infants with non-HCoV 
ARIs were brought to medical attention; 59 received care from a 
primary health center, MBBS doctor, or a hospital. 


DISCUSSION 


Approximately 8% of infants experienced HCoV-associated 
ARIs within the first 6 months of life in a prospective 





60 


Number of cases 
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Figure 1. 
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Number of human coronavirus (HCoV) cases over the study period, by HCoV species. Seasons are as follows: summer—monsoon, June—August; autumn, 
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Table 3. Clinical Presentation by Human Coronavirus Species and Acute Respiratory Infection Status Among Infants 0-6 Months of Age 




















HCoV-OC43 HCoV-HKU1 Non-CoV ARI 
Episodes Episodes HCoV-NL63 Episodes HCoV-229E Episodes HCoV Episodes Episodes 
Clinical Presentation (n = 103) (n = 78) (n = 70) (n = 19) (n = 296) (n = 3927) 
Fever 57 (55.3) 35 (44.9) 40 (57.1) 8 (42.1) 155 (52.4) 2123 (54.1) 
Fever only 14 (13.6) 11 (14.1) 6 (8.6) 3 (15.8) 37 (12.5) 573 (14.6) 
Cough 70 (68.0) 47 (60.3) 51 (72.9) 13 (68.4) 198 (66.9) 2436 (62.0) 
Cough only 13 (12.6) 13 (16.7) 8 (11.4) 5 (26.3) 42 (14.2) 472 (12.0) 
Wheeze 42 (40.8) 38 (48.7) 31 (44.3) 6 (31.6) 128 (43.2) 1794 (45.7) 
Wheeze only 2 (1.9) 5 (6.4) 2 (2.9) 1 (5.3) 11 (3.7) 102 (2.6) 
Difficulty breathing 36 (35.0) 31 (39.7) 30 (42.9) 5 (26.3) 112 (378) 1582 (40.3) 
Difficulty breathing only 3 (2.9) 5 (6.4) 1 (1.4) 1 (5.3) 11 (3.7) 123 (3.1) 
Drippy ear 4 (3.9) 1 (1.3) 3 (4.3) 1 (5.3) 10 (3.4) 205 (5.2) 
Drippy ear only 0 (0.0) 0 (0.0) 0 (0.0) 1 (5.3) 1 (0.3) 73 (1.9) 
Difficulty feeding 7 (6.8) 6 (7.7) 13 (18.6) 1 (5.3) 28 (9.5) 325 (8.3) 
Difficulty feeding only 0 (0.0) 0 (0.0) 0 (0.0) 0 (0.0) 0 (0.0) 0 (0.0) 
Symptom combinations 
Fever and cough only 19 (18.4) 6 (77) 13 (18.6) 3 (15.8) 45 (15.2) 459 (11.7) 
Fever, cough, wheeze, and difficulty 5 (4.9) 7 (9.0) 4 (5.7) 1 (5.3) 19 (6.4) 307 (78) 
breathing only 
Coinfection 38 (36.9) 29 (37.2) 40 (57.1) 10 (52.6) 137 (46.3) 0 (0.0) 
Coinfection-neonates 5 (4.9) 2 (2.6) 9 (12.9) 0 (0.0) 21 (7.1) 530 (13.5) 
Mean duration of episode, d 4.41 5.12 6.14 5.21 5.24 4.66 





Data are presented as No. (%) unless otherwise indicated. 


Abbreviations: ARI, acute respiratory infection; HCoV, human coronavirus. 





home-based surveillance study in rural, southern Nepal. HCoV 
incidence was significantly higher among older infants than 
neonates, and was positively associated with the number of chil- 
dren aged <5 years per room and births during non—monsoon 
seasons. Overall HCoV incidence peaked during 2 winters and 
1 autumn in the course of the study. All 4 species were pres- 
ent with overlap in timing of circulation. OC43 had the highest 
incidence, followed by HKU1, NL63, and 229E. The lower inci- 
dence among neonates could be explained by either social fac- 
tors or the presence of high levels of maternal antibodies at birth 
against all types of HCoVs that decline within a few months 
[17]. In our study, the increased risk was seen from 2 months of 
age and did not increase over time thereafter, suggesting that if 
maternal antibodies played a role, they waned relatively quickly. 
An increase in HCoV infections with age was also seen in pre- 
vious studies [18, 19]. Gagneur et al [20] found no association 
between HCoV infections with gestational age and birthweight 
among 64 neonates, of whom 7 had HCoV infections and 57 
were uninfected. However, this was a hospital study examining 
nosocomial respiratory viral infections among neonates admit- 
ted to the neonatal intensive care unit. 

In our study, HCoV incidence was positively associated with 
household crowding of young children. This has been observed 
by others [21, 22]. We did not observe any statistically signifi- 
cant associations between HCoV incidence and the other factors 
analyzed (infant sex, gestational age, birth weight, maternal age, 
literacy, smoking, parity, ethnicity, household wealth, presence 
of an indoor biomass stove). Our HCoV incidence was 255.6 


per 1000 PY among study children. Previous studies of HCoV 
incidence in children have focused on different age groups, used 
a narrower definition of ARI, or had different follow-up sched- 
ules to our study. For example, HCoV incidence ranged from 
77.1 per 1000 PY in Costa Rica to 17.6 per 1000 PY in Singapore 
among children aged 6 months to <10 years enrolled in an influ- 
enza vaccine efficacy trial [23]. The lower incidence reported 
in the trial could be explained by the inclusion of only febrile 
cases, conducting follow-up only every 1-2 weeks, and a wider 
age range. A study in Pakistan reported an HCoV incidence 
of 7.3 per 1000 PY in children aged 0-24 months with severe 
pneumonia under a fortnightly surveillance [24]. For compar- 
ison, when we repeated our analyses using only febrile cases, 
HCoV incidence was 82.3 per 1000 PY. HCoVs were found in 
7% of all ARI episodes in our study, compared to 5%-18% in 
previous studies [24-27]. We believe that weekly surveillance 
for morbidity assessment in our study minimized recall bias, 
allowing for better capture of ARI episodes. HCoV infections 
were seen throughout the study period with >1 peak per year. 
Large year-to-year periodicity in HCoVs was also observed over 
3 years of surveillance. HCoV incidence peaked in 2 winters 
and 1 autumn, and reached a nadir in 2 summer-monsoon sea- 
sons. Similar seasonal trends were reported in Western Europe 
and the United States [14, 19, 28]. Among the HCoV species, 
HCoV-NL63 was detected in every year of the study and peaked 
around the autumn months, comparable to the seasonality 
reported in Hong Kong [29]. Frequency of HCoV-NL63 was 
highest in 2011 and 2013, which suggests that this species peaks 
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Table 4. Bivariate and Multivariate Risk Factor Analysis for Human Coronavirus Incidence Among Infants Aged 0-6 Months 





Multivariate Model 2: 




















Comparison With All ARI HCoV Negatives Multivariate Model 1: Comparison With All ARI Comparison With Non-HCoV 
or Not Tested (Asymptomatic) HCoV Negatives or Not Tested (Asymptomatic) ARIs 

Risk Factor Unadjusted IRR (95% CI) Adjusted IRR (95% Cl) Adjusted IRR (95% CI) 
Infants 

Neonates Ref Ref Ref 

Nonneonates 2.38° (1.53-3.71) 2.53° (1.52-4.21) 2.05” (1.24-3.37) 
Sex 

Female Ref Ref Ref 

Male 1.14 (.90-1.44) 1.31 (1.00-1.73) 1.05 (.81-1.37) 
Gestational age (wk) 1.04 (.99-1.09) 
Birthweight (g) 1.00 (1.00-1.00) 
Preterm 

Term Ref 

Preterm 0.97 (.68-1.38) 
Birth weight and term 

Normal Ref 

LBW 0.93 (.69-1.25) 

AGA Ref 

SGA 1.00 (.76-1.32) 

AGA and term Ref Ref Ref 

AGA and preterm 1.05 (.70-1.57) 0.92 (.61—-1.39) 0.93 (.63-1.38) 

SGA and term 0.99 (.74-1.32) 0.98 (.72-1.34) 0.99 (.74-1.33) 

SGA and preterm 1.6 (.50-5.09) 1.56 (.48-5.09) 1.36 (.47-3.92) 
Breastfeeding initiation time 

<id Ref Ref Ref 

zid 0.93 (.68-1.27) 0.75 (.50-1.12) 0.78 (.53-1.15) 
Maternal age at enrollment (y) 1.00 (.98-1.03) 1.01 (.97-1.05) 1.01 (.98-1.05) 
Maternal smoking 

Nonsmoker Ref Ref Ref 

Smoker 0.99 (.52—-1.89) 1.05 (.50-2.19) 0.87 (.44-1.70) 
Primiparity 

Nonprimiparous Ref Ref Ref 

Primiparous 0.98 (.77—-1.25) 1.16 (.79-1.70) 1.09 (.77-1.54) 
Maternal literacy 

Not literate Ref Ref Ref 

Literate 0.83 (.66-1.05) 1.04 (.75-1.43) 1.17 (.86-1.59) 
Household ethnicity 

Pahadi Ref Ref Ref 

Madeshi 1.20 (.94-1.52) 1.17 (.84-1.62) 1.20 (.87-1.64) 
Persons per household 1.01 (.99-1.04) 
Children aged <5 y per room 1.18° (1.07-1.30) 1.13° (1.01-1.28) 1.05 (.93-1.18) 
Wealth quartile 

<25th quartile Ref Ref Ref 

50th quartile 0.69° (.51-.91) 0.72 (.51—-1.00) 0.78 (.56-1.07) 

75th quartile 0.60° (.44—.83) 0.68 (.46-1.01) 0.81 (.56-1.17) 

>75th quartile 0.62° (.40-.96) 0.63 (.35-1.11) 0.79 (.46—-1.34) 
Indoor air pollution score 1.00 (.99-1.02) 1.00 (.98-1.01) 0.99 (.98-1.01) 
Monsoon birth 

Other season birth Ref Ref Ref 

Monsoon birth 0.8 (.61-1.04) 0.66° (.48-.91) 0.61° (.45-.83) 
Infection season 

Summer—monsoon infection (June—Aug) Ref 

Autumn infection (Sept-Nov) 1.52° (1.03-2.24) 

Winter infection (Dec—Feb) 2.47? (1.71-3.58) 

Spring infection (Mar—May) 1.56° (1.04-2.35) 





Covariates in models 1 and 2: infant age (neonate or not), sex, SGA, preterm, interaction between SGA and preterm, breastfeeding initiation time, maternal age, smoking, parity, literacy, 
ethnicity (Pahadi/Madeshi), number of children <5 years of age per room, wealth quartile, indoor air pollution score, season of birth. 


Abbreviations: AGA, appropriate for gestational age; ARI, acute respiratory infection; Cl, confidence interval; HCoV, human coronavirus; IRR, incidence rate ratio; LBW, low birthweight; SGA, 
small for gestational age. 


êP < 001. 
"P< 01. 
eP < .05. 
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Table 5. Human Coronavirus Incidence by Age of Infants 





Infant Age, mo HCoV Incidence, per 1000 PY 





<1 137 
264 
290 
293 
29 
264 


a $ UU N -— 





Abbreviations: HCoV, human coronavirus; PY, person-years. 





every other year, similar to the pattern reported in Western 
Europe [30]. HCoV-OC43 circulated around spring-winter of 
1 study year, similar to the seasonality seen in Western Europe/ 
United States [14, 19]; however, this species also showed peak 
activity in the spring. HCoV-HKU1 was predominant in winter 
whereas HCoV-229E showed no particular seasonality. We did 
not see notable differences in symptoms or duration of illness 
by species, similar to Ogimi et al in a hospital-based population 
[31]. Of the 296 HCoV infections, 137 (46%) were coinfections 
with at least 1 other respiratory virus detected in the swab. This 
compares to coinfection rates ranging from 11% to 73.5% in 
previous studies [14, 19, 23, 32, 33]. Rhinoviruses were the most 
frequently codetected viruses, followed by bocavirus and RSV. 
A study of children aged <14 years with lower ARI in China 
[32] found HRV to be the most commonly detected virus in 
HCoV coinfections. A study of children aged 0-19 years with 
ARI found RSV to be the most commonly detected virus in 
HCoV coinfections, but HRV was not tested in that study [14]. 
We also found an increased rate of coinfections among nonne- 
onates compared to neonates (91.2% vs 8.8%). We found a neg- 
ative association between HCoV and HRV, RSV, and influenza 
viruses that were statistically significant after adjusting for other 
viruses and season of infection. This suggests that an infection 
by any 1 of these viruses could make it less likely for an individ- 
ual to be infected by an HCoV. A similar relationship between 
HRV and HCoV has been reported previously in healthy chil- 
dren aged 6-24 months [34] and in individuals with ARI, nearly 
half of whom were infants aged <1 year [35]. The negative asso- 
ciation between the viruses could perhaps be explained by the 
induction of interferons and other cytokines following infection 
by 1 virus, which could then prevent infection by the subse- 
quent virus [36, 37]. Despite active surveillance, our study has 
several limitations. Swabs from asymptomatic infants were not 
collected, which could underestimate HCoV carriage but over- 
estimate incidence. Very few studies have conducted active sur- 
veillance for asymptomatic infections in young infants, although 
these studies have documented 4% and 28% of nasal specimens 
positive for coronavirus in the absence of symptoms [27, 38]. 
Background rates of asymptomatic HCoV infection would also 
enable calculation of attributable fraction. This would provide 
further evidence of the association of HCoV infections and 


ARIs in infants; a higher attributable fraction would imply a 
stronger association. In addition, subjective maternal report of 
infant fever was used as a symptom for ARI instead of measured 
temperature. However, a previous validation study in this area 
showed good sensitivity and specificity of maternal report of 
fever [39]. The study was conducted in a poor, rural district with 
specific demographics, thus potentially limiting generalizabil- 
ity. However, this region is similar to many rural areas of north 
India, Bangladesh, and Pakistan and is representative of a large 
population residing within South Asia. Active home-based sur- 
veillance of infants in a rural South Asian setting showed that 
HCoV was associated with a substantial proportion of illnesses 
among infants. Knowledge of HCoV infections is limited in 
community settings and there is also a lack of data on infec- 
tion risk factors. This study fills a gap in our knowledge of the 
epidemiology of coronaviruses, specifically in a rural, popula- 
tion-based setting in South Asia. 


Supplementary Data 


Supplementary materials are available at Clinical Infectious Diseases online. 
Consisting of data provided by the authors to benefit the reader, the posted 
materials are not copyedited and are the sole responsibility of the authors, 
so questions or comments should be addressed to the corresponding author. 


Notes 


Author contributions. J. K., M. C. S., J. M. T., J. A. E., and J. Y. K. con- 
tributed to the design of the study. J. Y. K’s laboratory conducted the 
polymerase chain reaction analysis of specimens and subtyping of human 
coronaviruses. M. C. S. conceived the study and secured funding for the 
project. S. K. K., S. C. L., L. S., J. M. T., L. C. M., and J. K. supervised the 
conduct of the study in the field. S. M. I. U. assisted J. Y. K. in the subtyping 
analysis, drafted the manuscript, and designed/implemented the data analy- 
sis. H. Y. C. assisted in study implementation and cord blood collection. All 
authors read and approved the final manuscript. 

Disclaimer. The funding agency had no role in the design, conduct, 
analysis, and interpretation of the findings, or in the decision to publish. 

Financial support. This work was supported by a grant from the Bill & 
Melinda Gates Foundation (grant number 50274). 

Potential conflicts of interest. H. Y. C. has received research support 
from GlaxoSmithKline (GSK), Sanofi Pasteur, and Novavax. J. A. E. has 
been a consultant for Pfizer and a member of a data and safety monitoring 
board for GSK influenza antiviral studies, and her institution has received 
research support for clinical studies from GSK, Gilead, Chimerix, and 
Roche. All other authors report no potential conflicts of interest. All authors 
have submitted the ICMJE Form for Disclosure of Potential Conflicts of 
Interest. Conflicts that the editors consider relevant to the content of the 
manuscript have been disclosed. 


References 


1. Liu L, Oza S, Hogan D, et al. Global, regional, and national causes of child mor- 
tality in 2000-13, with projections to inform post-2015 priorities: an updated sys- 
tematic analysis. Lancet 2015; 385:430-40. 

2. World Health Organization. The top 10 causes of death. Available at: http://www. 
who.int/mediacentre/factsheets/fs310/en/. Accessed 26 April 2018. 

3. World Health Organization. Pneumonia. Available at: http://www.who.int/medi 
acentre/factsheets/fs331/en/. Accessed 26 April 2018. 

4. Mäkelä MJ, Puhakka T, Ruuskanen O, et al. Viruses and bacteria in the etiology of 
the common cold. J Clin Microbiol 1998; 36:539-42. 

5. Arden KE, McErlean P, Nissen MD, Sloots TP, Mackay IM. Frequent detection 
of human rhinoviruses, paramyxoviruses, coronaviruses, and bocavirus during 
acute respiratory tract infections. J Med Virol 2006; 78:1232-40. 

6. SuS, Wong G, Shi W, et al. Epidemiology, genetic recombination, and pathogene- 
sis of coronaviruses. Trends Microbiol 2016; 24:490-502. 





HCoV Infections in Infants in Rural Nepal e CID 2018:XX (XX XXXX) ¢ 7 


Downloaded from https://academic.oup.com/cid/advance-article-abstract/doi/10.1093/cid/ciy317/4970876 
by guest 
on 04 June 2018 


10. 


ll. 


Jean AMD, Quach CMD, Yung ABS, Semret MMD. Severity and outcome associ- 
ated with human coronavirus OC43 infections among children. Pediatr Infect Dis 
J 2013; 32:329. 

Greenberg SB. Update on rhinovirus and coronavirus infections. Semin Respir 
Crit Care Med 2011; 32:433-46. 


. Pene F, Merlat A, Vabret A, et al. Coronavirus 229E-related pneumonia in immu- 


nocompromised patients. Clin Infect Dis 2003; 37:929-32. 

Gorse GJ, Donovan MM, Patel GB, Balasubramanian S, Lusk RH. Coronavirus 
and other respiratory illnesses comparing older with young adults. Am J Med 
2015; 128:1251.e20. 

Cabeça TK, Granato C, Bellei N. Epidemiological and clinical features of human 
coronavirus infections among different subsets of patients. Influenza Other 
Respir Viruses 2013; 7:1040-7. 





23, 


24. 


25. 


26. 


27. 


Taylor S, Lopez P, Weckx L, et al. Respiratory viruses and influenza-like ill- 
ness: epidemiology and outcomes in children aged 6 months to 10 years in a 
multi-country population sample. J Infect 2017; 74:29-41. 

Ali A, Akhund T, Warraich GJ, et al. Respiratory viruses associated with severe 
pneumonia in children under 2 years old in a rural community in Pakistan. J Med 
Virol 2016; 88:1882-90. 

van der Zalm MM, Uiterwaal CS, Wilbrink B, et al. Respiratory pathogens in 
respiratory tract illnesses during the first year of life: a birth cohort study. Pediatr 
Infect Dis J 2009; 28:472-6. 

Regamey N, Kaiser L, Roiha HL, et al. Viral etiology of acute respiratory infec- 
tions with cough in infancy: a community-based birth cohort study. Pediatr Infect 
Dis J 2008; 27:100-5. 

Kusel MM, de Klerk NH, Holt PG, Kebadze T, Johnston SL, Sly PD. Role of respi- 








12. Steinhoff MC, Katz J, Englund JA, et al. Year-round influenza immunisation ratory viruses in acute upper and lower respiratory tract illness in the first year of 
during pregnancy in Nepal: a phase 4, randomised, placebo-controlled trial. life: a birth cohort study. Pediatr Infect Dis J 2006; 25:680-6. 

Lancet Infect Dis 2017; 17:981-9. 28. Talbot HK, Crowe JE, Edwards KM, et al. Coronavirus infection and hospitaliza- 

13. Tielsch JM, Steinhoff M, Katz J, et al. Designs of two randomized, communi- tions for acute respiratory illness in young children. J Med Virol 2009; 81:853-6. 
ty-based trials to assess the impact of influenza immunization during pregnancy 29. Chiu SS, Chan KH, Chu KW, et al. Human coronavirus NL63 infection and other 
on respiratory illness among pregnant women and their infants and reproductive coronavirus infections in children hospitalized with acute respiratory disease in 
outcomes in rural Nepal. BMC Pregnancy Childbirth 2015; 15:40. Hong Kong, China. Clin Infect Dis 2005; 40:1721-9. 

14. Kuypers J, Martin ET, Heugel J, Wright N, Morrow R, Englund JA. Clinical dis- 30. van der Hoek L, Ihorst G, Sure K, et al. Burden of disease due to human coronavi- 
ease in children associated with newly described coronavirus subtypes. Pediatrics rus NL63 infections and periodicity of infection. J Clin Virol 2010; 48:104-8. 
2007; 119:e70-6. 31. Ogimi C, Englund JA, Bradford MC, Qin X, Boeckh M, Waghmare AA. 

15. Chu HY, Katz J, Tielsch J, et al. Respiratory syncytial virus infection in infants in Characteristics and outcomes of coronavirus infection in children: the role of viral 
rural Nepal. J Infect 2016; 73:145-54. factors and immunocompromised state [manuscript published online ahead of 

16. Villar J, Cheikh Ismail L, Victora CG, et al. International standards for newborn print 13 February 2018]. J Pediatr Infect Dis Soc 2018. doi:10.1093/jpids/pix093. 
weight, length, and head circumference by gestational age and sex: the new- 32. Jin Y, Zhang RF, Xie ZP, et al. Newly identified respiratory viruses associated with 
born cross-sectional study of the INTERGROWTH-2Ist project. Lancet 2014; acute lower respiratory tract infections in children in Lanzou, China, from 2006 
384:857-68. to 2009. Clin Microbiol Infect 2012; 18:74-80. 

17. Hughes M, Katz J, Englund JA, et al. Infant vaccination timing: Beyond traditional 33. Wu PS, Chang LY, Berkhout B, et al. Clinical manifestations of human coronavi- 
coverage metrics for maximizing impact of vaccine programs, an example from rus NL63 infection in children in Taiwan. Eur J Pediatr 2008; 167:75-80. 
southern Nepal. Vaccine 2016; 34:933-41. 34. van den Bergh MR, Biesbroek G, Rossen JW, et al. Associations between patho- 

18. Dijkman R, Jebbink MF, Gaunt E, et al. The dominance of human coronavirus gens in the upper respiratory tract of young children: interplay between viruses 
OC43 and NL63 infections in infants. J Clin Virol 2012; 53:135-9. and bacteria. PLoS One 2012; 7:e47711. 

19. Gaunt ER, Hardie A, Claas EC, Simmonds P, Templeton KE. Epidemiology and 35. Greer RM, McErlean P, Arden KE, et al. Do rhinoviruses reduce the probability 
clinical presentations of the four human coronaviruses 229E, HKU1, NL63, and of viral co-detection during acute respiratory tract infections? J Clin Virol 2009; 
OC43 detected over 3 years using a novel multiplex real-time PCR method. J Clin 45:10-5. 

Microbiol 2010; 48:2940-7. 36. Martin ET, Kuypers J, Wald A, Englund JA. Multiple versus single virus respira- 

20. Gagneur A, Sizun J, Vallet S, Legr MC, Picard B, Talbot PJ. Coronavirus-related tory infections: viral load and clinical disease severity in hospitalized children. 
nosocomial viral respiratory infections in a neonatal and paediatric intensive care Influenza Other Respir Viruses 2012; 6:71-7. 
unit: a prospective study. J Hosp Infect 2002; 51:59-64. 37. Brunstein JD, Cline CL, McKinney S, Thomas E. Evidence from multiplex molec- 

21. Mathew JL, Patwari AK, Gupta P, et al. Acute respiratory infection and pneu- ular assays for complex multipathogen interactions in acute respiratory infec- 
monia in India: a systematic review of literature for advocacy and action: tions. J Clin Microbiol 2008; 46:97-102. 

UNICEF-PHFI series on newborn and child health, India. Indian Pediatr 2011; 38. Chonmaitree T, Alvarez-Fernandez P, Jennings K, et al. Symptomatic and asymp- 
48:191-218. tomatic respiratory viral infections in the first year of life: association with acute 

22. Kumar SG, Majumdar A, Kumar V, Naik BN, Selvaraj K, Balajee K. Prevalence of otitis media development. Clin Infect Dis 2015; 60:1-9. 

acute respiratory infection among under-five children in urban and rural areas of 39. Katz J, West KP Jr, LeClerq SC, et al. Agreement between clinical examination and 


Puducherry, India. J Nat Sci Biol Med 2015; 6:3-6. 


parental morbidity histories for children in Nepal. J Trop Pediatr 1998; 44:225-9. 





8 e CID 2018:XX (XX XXXX) ¢ Uddin etal 


Downloaded from https://academic.oup.com/cid/advance-article-abstract/doi/10.1093/cid/ciy317/4970876 
by guest 
on 04 June 2018 


